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Fusion Expressing of Melitin and Thanantin Heteropeptide(MT) in E. coli
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Abstract; The cDNA sequences of melitin and thanatin heteropeptide was synthesized by PCR,
then cloned into the fusion vector pET-32a and transformed into E. coli BL21 (DE3).
Furthermore the expected sequences were checked. Induced by IPTG at 37 ‘C, the fusion protein
was expressed. The protein was purified by HiTrap™ chelating Kit and then digested by rE kit ,
then the inhibition activity of the MT peptide was tested by disc methods, and which exhibit

anctimicrobial activity.
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Fig.1 Electrophoresis analysis of MT PCR results

2.2 Ris#ukmua

WP IEHE T 81&, A Xbol 1 BamHI W
YIS B /h F B 55 (6 A IR] ¥ B 40 9 pET-32a R
BEEERILRZS BL21 Bikk, kIR RS
S48 Xhol, BamHI #1 Hind 111 SE§Y], 5 R A 2
F A%, Xhol, BamHI & DA FF FA T Hind I A8
PIFE Bk, UL Ak B SN 596 A 4 R %
ATHF SREZHFIEH. RETEN
pET32-MT, EHARKM H FEMM S FREEK,
MEARBEN FEBRENFRELNE AL
ARYITRE/MNTB, T BRKE/NM BEAFIE
RIARTHE,

7421
5804

5648
4878

Marker ADNA/EcoRI; 1. B4 FBL; 2,3,4. HMARB S
FI% Xhol, BamHI 1 Hind 111 £ FNER
B2 EARXARH pET-MT HHYIBIELR
Fig. 2  Electrophoresis analysis of restriction digest of

recombinant plasmid

2.3 BEAFMRESHAL
IPTG(0.1 mmol/L) # F pET32a-MT 3k %,

HRAEDEH, AREHARMNFITFREAYL
H22 000k /NG ZE B, FIBIH A0 R & 28 19 B9 K /b —
B, 3% & 725 B9 BL21,pET32a #4449 BL21 1A
BRBESHNBRS  ERARANRVBAEAE
KB AR E AN 56%, TN EAR

RAERBIFERE TRHBEE.
1 2 3 4 5

o —11600

“— 6620

—4 500

— 3500

—2 500

s 23 000(Fusion protein
: Approx)
g —1 840
& —1 440

1. 25 pET-32a [R5 BL21 %S 5 h; 2. BHFN
LM BL21 %S 5 bh; 3. BARKELABL2AAHEF Oh; 4.
BL21;5. &AM Marker
3 HEAFRY pET32-MT £ X B BL21 Rk ix
Fig.3 SDS-PAGE (12%) analysis of fusion protein ex-

pression induced by IPTG (0. 1mM)
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Fig.4 Elution curve of the fusion protein in His-Bind
affinity chromatography
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